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Vegetable grafting is extensively used today in agricultural production to control soil-borne 
pathogens, abiotic and biotic stresses and to improve phenotypic characteristics of the 
scion. Commercial vegetable grafting is currently practiced in tomato, watermelon, melon, 
eggplant, cucumber, and pepper. It is also regarded as a rapid alternative to the relatively 
slow approach of breeding for increased environmental-stress tolerance of fruit vegetables. 
However, even though grafting has been used for centuries, until today, there are still 
many issues that have not been elucidated. This review will emphasize on the important 
mechanisms taking place during grafting, especially the genomic interactions between 
grafting partners and the impact of rootstocks in scion’s performance. Special emphasis 
will be drawn on the relation between vegetable grafting, epigenetics, and the changes 
in morphology and quality of the products. Recent advances in plant science such as 
next-generation sequencing provide new information regarding the molecular interactions 
between rootstock and scion. It is now evidenced that genetic exchange is happening 
across grafting junctions between rootstock and scion, potentially affecting grafting-
mediated effects already recorded in grafted plants. Furthermore, significant changes in 
DNA methylation are recorded in grafted scions, suggesting that these epigenetic 
mechanisms could be implicated in grafting effects. In this aspect, we also discuss the 
process and the molecular aspects of rootstock scion communication. Finally, we provide 
with an extensive overview of gene expression changes recorded in grafted plants and 
how these are related to the phenotypic changes observed. Τhis review finally seeks to 
elucidate the dynamics of rootstock-scion interactions and thus stimulate more research 
on grafting in the future. In a future where sustainable agricultural production is the way 
forward, grafting could play an important role to develop products of higher yield and 
quality in a safe and “green” way.

Keywords: epigenetics (DNA methylation), small RNAs (sRNAs), gene expression, vegetable grafting,  
rootstock-scion interaction
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INTRODUCTION

In a world where new pests are emerging every day and climate 
change alters the environment, food production in the future 
will be  challenging. Plant grafting is one of the most valuable 
tools we have in vegetable production against soil-borne diseases 
and stresses. However, the benefits from using grafted plants 
are more; higher yields under stressful conditions, extension 
of the cultivation period, lower use of fertilizers and 
agrochemicals, broad use of phytogenetic resources as rootstocks, 
and no need for crop rotation are some of them (Lee et al., 2010).

Grafting was introduced from East Asia to Europe during 
the 20th century, but it has become more popular during 
the past 30  years. Grafted plants are commonly used today 
in the commercial production of tomato (Solanum lycopersicum), 
watermelon (Citrullus lanatus), melon (Cucumis melo), eggplant 
(Solanum melongena), cucumber (Cucumis sativus), pepper 
(Capsicum annuum), and many more. It is estimated that 
more than 10  million grafted tomato plants are used in 
greenhouses in United  States while approximately 6  million 
are planted in open fields. Recognizing the emerging role of 
plant grafting in vegetable production, USDA established a 
grafting project for the improvement of science and use of 
vegetable grafting, involving academics from 10 United  States 
universities.1

It is still unknown how plant grafting was discovered but 
it is likely that it originated from the occurrence of grafting 
in nature when two different plants come randomly in contact 
and unite their limbs or roots without human intervention. 
However, in this review, we  only refer to grafting due to 
human intervention; it was employed to modify certain growth 
habits and characteristics or to bring disease resistance to 
pathogens. But why do we  need to graft vegetables? The 
main reason is to fight soil-borne pathogens such as nematodes, 
fungi, bacteria, or viruses, especially after the ban of effective 
soil fumigants like methyl bromide and the restriction of 
pesticides. Although there are some alternatives, plant grafting 
appears as the most effective and sustainable solution to the 
problem. Use of resistant rootstocks that are intra-specific 
(within the same species) selections and have resistance genes 
or inter-specific (different species) and inter-generic (different 
genera) with non-host resistance mechanisms or have a 
resistance that lies on multiple genes, seem to be an important 
weapon in the fight against stresses (Louws et  al., 2010). 
Furthermore, grafted plants are used against a variety of 
abiotic unfavorable soil conditions such as low water availability 
and drought (Rouphael et  al., 2008; Sánchez-Rodríguez et  al., 
2012; Liu et  al., 2016b; Zhang et  al., 2020), flooding (Yetisir 
et  al., 2006; Bhatt et  al., 2015), nutrients deficiency (Zhang 
et  al., 2012; Huang et  al., 2016; Martínez-Andújar et  al., 
2017), high salt concentrations (He et  al., 2009; Huang et  al., 
2011; Colla et  al., 2012), heavy metals toxicity (Arao et  al., 
2008), and low or high temperatures (Rivero et  al., 2003; 
Zhou et  al., 2007; Venema et  al., 2008). Finally, grafting has 
been used extensively in plant biology and physiology to 

1 www.vegetablegrafting.org

identify mobile molecules, such as proteins, mRNAs, and 
small RNAs, that control important aspects of plant development 
and performance.

However, the molecular aspects of vegetable grafting remain 
vastly understudied. In this review, we  are discussing the 
recent developments and findings on important mechanisms 
taking place during grafting, such as tissue reconnection and 
vasculature formation, rootstock-scion communication, and 
genomic interactions, and the impact of rootstocks in scion’s 
performance. Special emphasis will be  drawn on the relation 
between vegetable grafting and epigenetics. Epigenetics involves 
stable and possible heritable gene expression alterations that 
are caused by how the DNA is packaged instead of changes 
of the primary DNA sequence (Bender, 2002). Epigenetics 
has been linked to almost every aspect of plant development 
and plant interactions with the environment. Currently, plant 
breeders can increase and use epigenomic variability through 
the use of genome-wide mapping of epigenetic marks and 
epigenetic target identification, in an effort to select new 
climate-smart crop varieties that are more resistant to 
environmental changes (Varotto et  al., 2020). Whether plant 
grafting induces heritable epigenetic changes that have a 
significant impact on gene expression variability and 
subsequently on grafted plants’ phenotypes is an obvious 
question to be  asked. Although this review will focus on 
vegetable grafting, a significant amount of related work has 
been done in model species like Arabidopsis or tobacco 
(Nicotiana tabacum), so these works will be  discussed.

Certainly, the production cost of grafted plants is higher 
than the conventional. This is because manual grafting is 
highly labor-intensive as it demands highly skilled staff often 
working through a narrow time planting window to achieve 
high numbers of plants being grafted (Kubota et  al., 2017). 
This problem can be  addressed using automated grafting 
machines and robots or other cultivation practices that could 
significantly lower the prices of grafted plants. However, the 
amelioration of the grafting technique requires further research 
on the molecular mechanisms that govern grafted plants 
performance and significantly impact the phenotype. Work 
on the effects of grafting and rootstock-scion interactions is 
expected to shed more light into the complex interplay of 
grafting partners and the effect of this interplay into scion 
yield and quality.

GRAFTING TECHNICS AND LONG-
DISTANCE SIGNALING

Grafting involves joining cut tissues of two different plants to 
fuse into a single plant, sharing a unified vascular system. 
The re-establishment of the new plant entity starts with tissue 
connection between the rootstock and the scion at the grafting 
points, it proceeds with a vigorous cell division phase that 
results in the formation of a callus and common cell wall and 
it ends with the establishment of a unique vasculature system 
(Yin et  al., 2012; Melnyk et  al., 2015). In Arabidopsis, these 
grafting-related procedures are quite rapid, completed in only 
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1  week after grafting (Melnyk et  al., 2015; Melnyk, 2017).  
The first that reconnects is the phloem, then root growth 
restarts, and in the end, xylem is reconnected (Melnyk et  al., 
2015). The attachment of the two plant parts together is vital 
as the root quickly responses transcriptionally to the presence 
of the shoot even if vascular connection has not been established 
yet (Melnyk et  al., 2018). Plasmodesmata are formed between 
the adhering cells of the grafted plant establishing transport 
and cell-to-cell communication between the two grafting partners 
(Jeffree and Yeoman, 1983; Kollmann and Glockmann, 1985; 
Yin et  al., 2012).

Grafting has been reported to be  most successful when 
members of the same plant family are brought together to 
graft. An intriguing example is the Solanaceae family where 
successful grafts have been commercially developed between 
either tomato or eggplant with potato producing effectively 
edible fruits from both the rootstock and the scion (TomTato® 
and Egg and Chips® of Thompson and Morgan). However, 
it was recently proven that plants from different families 
even distant ones can be  grafted successfully (Notaguchi 
et  al., 2020); phylogenetic proximity or similarity in the 
vascular anatomy of the grafting partners does not seem 
to result always in grafting realization (Wulf et  al., 2020). 
It is shown that grafting is facilitated by the action of genes 
such as cellulases that help the reconstruction of cell walls; 
these genes can facilitate tissue adhesion and promote plant 
grafting (Kurotani et  al., 2020; Notaguchi et  al., 2020). If 
plants possess or are bred to possess such genes in abundance, 
interfamily barriers in grafting could be  lifted and grafting 
technology can be expanded to deliver more chimeric plants 
that will take advantage of both distantly related partners’ 
advantages.

Consequently, division and differentiation are key cellular 
ongoing processes during grafting that require cell 
communication and hormones involvement. Auxin seems to 
hold the most important role with the other hormones like 
cytokinin, ethylene, jasmonic acid (JA), and gibberellin 
interacting with auxin along the process or participating 
actively in grafting/wounding responses (Nanda and Melnyk, 
2018). Genes coding for auxin efflux proteins were found to 
be  transcriptionally induced in Arabidopsis scions, above the 
graft junctions while auxin response genes are important at 
the rootstocks below graft junctions, suggesting that auxin 
may be  the signal that is transported from the scion to the 
rootstock to activate vascular reconnection at the very early 
stages of grafting (Melnyk et  al., 2015, 2018). A study in 
watermelon grafted on squash has recently shown that the 
expression levels of most auxin transporter genes changed 
during grafting enforcing the suggestion that these auxin-
related genes play an important role in auxin transportation 
toward graft junctions, thus promoting wound healing and 
vascular formation (Yu et  al., 2017). Experiments in melon 
grafted on Cucurbita rootstocks have earlier pointed toward 
this direction as auxin was suggested to act by triggering 
ethylene production and reactive oxygen species generation, 
which promotes root degradation in rootstocks that are more 
susceptible to auxin than others (Aloni et  al., 2008).

TRAFFICKING OF GENETIC 
INFORMATION EXCHANGE BETWEEN 
THE ROOTSTOCK AND THE SCION

We are just starting to understand the molecular processes 
involved in vegetable grafting. However, the alteration of plants 
phenotype, development, and performance by grafting has been 
long documented; one of the terms introduced to explain the 
diversity observed in grafted plants is graft “hybridization.” A 
term first introduced by Darwin in the 19th century, graft 
hybridization refers to the asexual hybridization that occurs 
during grafting and possibly results to heritable changes (Liu, 
2006). Later, Michurin introduced “mentor” grafting – a method 
of grafting where scions from old tree fruit cultivars are grafted 
on the lower branches of young trees providing them with 
characteristics they lacked before. Michurin believed that 
rootstocks contribute their hereditary materials to hybrids (Liu, 
2006). Lots of scientists have used mentor grafting to produce 
heritable graft-induced variation and graft hybrids. Graft-induced 
changes on several plant characteristics producing many 
phenotypic variants have been reported in peppers (Hirata 
and Yagishita, 1986; Yagishita and Hirata, 1986, 1987; Yagishita 
et  al., 1990; Taller et  al., 1998, 1999; Tsaballa et  al., 2013). 
These findings were clearly pointing out toward trafficking of 
genetic information between the two grafted partners (Figure 1). 
Indeed, early genetic studies have shown chromatin movements 
from rootstock to scion and subsequently to the seed progenies 
(Ohta, 1991). Rootstock-specific random amplification of 
polymorphic DNA (RAPDs) molecular markers were detected 
in the graft-induced variants differentiating them molecularly 
from the scion (Taller et  al., 1998).

Recently, Stegemann and Bock (2009) found that in graft 
sites of tobacco transgenic lines carrying different antibiotics 
markers and reporters, develop cells resistant to both antibiotics 
and exhibiting both reporter genes, thus indicating that genetic 
information is horizontally transferred between the two grafted 
partners either as DNA pieces or plastids. Later, Stegemann 
et  al. (2012) used callus tissue from the graft sites for plant 
regeneration originating from reciprocally grafted Nicotiana 
species, being nuclear and chloroplast transformed. They 
discovered that chloroplast DNA from the N. tabacum chloroplast 
transgenic line has been successfully transferred through the 
grafting junction to Nicotiana glauca or Nicotiana benthamiana 
regardless the N. tabacum line being the rootstock or the scion. 
However, no transfer of nuclear or chloroplast DNA 
recombination took place. The antibiotic resistance N. tabacum 
plastid genome contributed to the other two nuclear transgenic 
species was stably inherited to the progenies, a sign of an 
entirely plastid substitution in the N. glauca or N. benthamiana 
lines (Stegemann et  al., 2012). Fuentes et  al. (2014) have used 
N. glauca scions, genetically modified (GM) to express the 
nptII gene (kan resistance), and N. tabacum rootstocks, modified 
to express the hpt gene (hygromycin resistance). The grafting 
of the two species led to the development of a new plant that 
was simultaneously resistant to both antibiotics thus harboring 
both nuclei or both genes through recombination. Although 
no similar studies have been published in vegetables, the 
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aforementioned work on tobacco might lead the way for similar 
studies that would possibly elucidate the genetic effects of 
vegetable grafting on grafted plants’ phenotype.

GRAFTING AND RNA TRANSPORT

Movement of genetic information in the form of small RNAs 
is a key-issue that has been discussed extensively in literature 
over the past decade. Messenger RNA (mRNA) molecules 
have been long known to travel inside plants, via the phloem, 
and grafting has been used in many related studies as a tool 
to prove exactly this (Lough and Lucas, 2006; Harada, 2010; 
Spiegelman et  al., 2013; Turnbull and Lopez-Cobollo, 2013). 
For small RNAs, a phosphorus deficiency induced miRNA, 
the miR399, was the first to be  detected in the phloem sap 
of rapeseed and pumpkin while the use of micro-grafting 
experiments has shown that it is moving from shoots to 
roots (Pant et  al., 2008). More miRNAs, such as miR156, 
miR172, and miR395, have been proposed to move from the 
scion to the rootstock (Martin et  al., 2009; Buhtz et  al., 2010; 
Bhogale et  al., 2014).

However, it was basic research in Arabidopsis that has recently 
paved the way for a new understanding of the genetic information 
moving within grafted plants in the form of siRNAs. The 
predominant heterochromatic 24-nt siRNAs have been 
documented to direct de novo methylation of mainly transposable 
elements (TEs) and repetitive DNA in a process called 
RNA-directed DNA methylation (RdDM; Borges and Martienssen, 
2015; Xie and Yu, 2015) resulting in transcriptional gene 
silencing (TGS). Molnar et  al. (2010) used wild type (WT) 

Αrabidopsis plants and mutants grafted onto each other to 
show that several types of sRNAs are moving inside grafted 
plants but mainly 24-nt siRNAs generated by the action of a 
Dicer-like protein, DCL3, are mobile and are transported from 
shoot to root. Although other classes of sRNAs like the 22-nt 
and 23-nt are also mobile, 24-nt siRNAs were linked to DNA 
methylation of three specific loci which were TEs in the roots 
(Molnar et  al., 2010). This siRNA movement is carried out 
by the phloem. Later, it was proved by experiments using 
Arabidopsis transgenic lines that only the mobile 24-nt siRNAs 
are directing DNA methylation at the recipient meristematic 
tissues and TGS of a transgene promoter (Melnyk et al., 2011). 
Finally, it was demonstrated that mobile 24-nt siRNAs – although 
again not exclusively the only mobile sRNAs class – can travel 
from shoot to root to direct DNA methylation of thousands 
of genome sites associated again with TEs (Lewsey et al., 2016).

The mobility of sRNAs inside grafted plants has been proved 
to be  more efficient when sRNAs are produced in the scion 
and travel toward the rootstock than vice versa, as it is proposed 
that they move through the phloem and plasmodesmata (Molnar 
et  al., 2010; Melnyk et  al., 2011). Still, siRNAs produced in 
rootstock phloem companion cells were proved to travel toward 
the WT scion and lessen the viroid infection facilitated by 
the removal of lateral leaves and buds (Kasai et  al., 2013). In 
tomato transgenic rootstocks with a silenced fatty acid desaturase 
gene (LeFAD7), non-transgenic scions were used for grafting. 
Grafted scions had lower expression of LeFAD7 gene and 
siRNAs were present, indicating that they were transmitted to 
the scion by the GM rootstock. Scions had their leaves removed 
before grafting in this work too (Nakamura et  al., 2015). 
Interestingly, earlier studies in pepper where graft-induced 

FIGURE 1 | Graphical summary of the molecular mechanisms taking place in grafted plants. Different hormones seem to play a major role in cell division, 
differentiation, and tissue communication around grafting junctions. Trafficking of genetic information in the form of small RNAs impacts the expression of genes as 
mobile small RNAs are implicated transposon silencing via RNA-directed DNA methylation (RdDM). Changes in DNA methylation are associated with changes in 
gene expression and impact phenotypic variation (Created with Biorender.com).
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changes were recorded in the scions included mentor-grafting 
(Taller et  al., 1998). In mentor-grafting, leaves of the scions 
are removed to promote the flow of substances from the 
rootstock to the scion (Goldschmidt, 2014). It is possible that 
sRNAs generated from the rootstock could also flow toward 
that direction among these substances and could underline 
the significant changes observed in scions’ phenotypes.

The apparent movement of sRNAs inside grafted plants 
could also have vast practical implications. For example, resistance 
to viruses has been shown to be transmitted from the rootstock 
to scion in tomato. Spanò et  al. (2015) managed to produce 
resistant to TSWV scions that accumulate less viral RNA when 
grafted on a resistant tomato variety that has stronger RNA 
interference (RNAi) response to the viral infection. By qRT-PCR 
analysis, it was shown that the expression of essential genes 
of the RNAi mechanisms, such as Argonaute (AGO) and 
RNA-Dependent RNA polymerase (RDR) genes, was upregulated 
in the roots of resistant grafted plants. Interestingly, the authors 
found that RNA silencing was also stronger in the self-grafted 
plants showing that even grafting itself could provoke the 
activation of the mechanism (Spanò et al., 2015). Furthermore, 
if one of the two grafting partners is GM, then we  can have 
a new plant breeding technique (NBT) in our disposal. As a 
result, the other part’s fruits or flowers, often the scion, will 
not be  considered GM since the produce comes from the 
plant part that is not GM (usually the scion) clearly benefiting 
from the genetic modification advantages of the other grafting 
partner. This NBT technique also called “transgrafting” 
(Haroldsen et  al., 2012), it is based on the mobility of various 
genetic material that can travel inside grafted plants and has 
already been documented (Bai et  al., 2011). Works that prove 
the effect of a transgenic rootstock in a non-transgenic scion 
could pave the way for an agricultural product generated 
through transgrafting and at the same time be  free of any 
GM related technology implications. Given Europe’s caution 
toward GM technology and products and the recent ruling 
of European Court of Justice on gene editing, including CRISPR-
modified crops being subjected to GMO regulations, plant 
science and agriculture should carefully explore the possible 
use of grafting using resistant rootstocks or even transgrafting 
to produce agricultural products of higher yield and quality.

GRAFTING AND EPIGENETICS 
MECHANISMS

Three main epigenetic mechanisms have been described in 
plants; DNA methylation/demethylation, histone modifications, 
and non-coding RNA mediated action, all either activating or 
silencing plant genes (Kapazoglou et  al., 2018). Plant DNA 
methylation, the process that involves the addition of a methyl 
group (CH3) to DNA cytosines resulting in a 5-methylcytosine, 
occurs in CG, CHG, and CHH backgrounds (He et  al., 2011). 
Non-coding RNA and more specifically small non-coding RNAs 
or sRNAs of 21–24-nt, the result of the specific action of Dicer-
like (DCL) proteins, are targeting homologous gene transcripts 
to either cleave them or repress/inhibit their translation.  

There are four classes of small RNAs in plants; micro-RNAs 
(miRNAs) that are post-transcriptional regulators while the 
other three classes (often collectively referred as siRNAs) 
are additionally involved in transcriptional gene silencing. 
siRNAs which have a length of 24  nt are implicated in 
transposon silencing by RNA-directed DNA methylation 
mechanisms (Chen, 2009; Molnar et  al., 2011).

In grafting, epigenetic effects have been associated with 
DNA methylation and non-coding RNAs. Changes in DNA 
methylation have been observed in grafted plants on several 
occasions. Although one could argue that this is not surprising 
since changes in DNA methylation have been well evidenced 
to be  linked with stresses such as cutting and wounding (Cao 
et al., 2016), it seems that plant grafting and DNA methylation 
relationship goes beyond wound stress. A study showing changes 
in DNA methylation in grafted Solanaceae plants was published 
by Wu et  al. (2013), who used tomato and eggplant grafted 
onto each other while pepper was used only as a rootstock 
for tomato. Methylation-specific amplified markers (MSAP) 
analysis revealed no changes in global methylation of the grafted 
plants. Only changes in  local methylation were detected, in a 
locus-specific way, in the scions and pepper rootstocks. A large 
portion of these DNA methylation changes in scions was 
inherited in the self-pollinated grafted progenies. Further bisuflite 
sequencing (BS) of specific loci has confirmed that even though 
self-grafting can produce some DNA methylation changes, 
interspecies grafting in Solanaceae is accompanied by significant 
heritable cytosine methylation changes. Specific genes all linked 
to DNA methylation, such as Methyl Transferase (MET) 1, 
had significantly altered expression profiles in tomato to eggplant 
grafted plants, although these profiles were reversed in the 
progenies, in comparison to their seed non grafted controls 
(Wu et  al., 2013). This study was one of the first that directly 
implicates epigenetics and DNA methylation in grafting, especially 
in scions. Our work on Cucurbitaceae grafting also revealed 
that DNA methylation might be  implicated in grafting effects 
in other plant families, where interspecies grafting is common 
practice. Specifically, by grafting cucumber, melon and 
watermelon on pumpkin and using MSAP markers, we  have 
recorded a significant rise of global DNA methylation in 
cucumber and melon scions but interestingly not in watermelon 
(Avramidou et al., 2015). This suggests that epigenetic alterations 
occurring in grafting scions could be specific of the interaction 
between the rootstock and the scion.

Important work on epigenetics and grafting was also conducted 
in Brassicaceae plants. Ιnter-species in vitro grafting that involved 
the union of two vertical cut plantlets of tuber mustard (Brassica 
juncea) and red cabbage (Brassica oleracea), treated with cytokinin 
and auxin before grafting, resulted in a periclinal chimeric 
shoot apical meristem (SAM) comprising of layers from both 
species; layers I  and II from tuber mustard and layer III from 
red cabbage, resulting in plants having characteristics from 
both parents (Chen et  al., 2006). MSAP methylation status 
analysis of the seed progenies after selfing the grafted chimera, 
revealed significant changes in DNA methylation compared to 
the non-chimeric non-grafted plants. Interestingly, some of the 
DNA methylation changes were retained for five generations 
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after grafting, while others were reversed. Phenotypic 
characteristics such as SAM termination and early flowering 
were also reversed while other changes, e.g., in leaf shape 
were stably inherited in these five generations. Most of the 
differentially methylated fragments were found to belong to 
transposons (Cao et  al., 2016). Transposons are often silenced 
by DNA methylation in plants (Lippman and Martienssen, 
2004). Interestingly, it has been revealed that siRNAs were 
differentially expressed in three progeny selfing generations 
after grafting. Some 24-nt siRNAs involved were mapped to 
the differentially methylated fragments while their expression 
was decreased in leaves of the chimeric grafted progenies in 
comparison to the leaves of non-chimeric plants (Cao et  al., 
2016). It was previously suggested that specific siRNAs from 
red cabbage are present in the leaves of another chimera’s 
tuber mustard/red cabbage progenies reverted to their tuber 
mustard genotype, showing that transfer of siRNAs from one 
species to the other is possible between grafted partners. In 
this study, leaf shape was again stable while SAM termination 
was not. Furthermore, some miRNAs had different expression 
patterns in the reverted progenies in comparison to the 
non-chimeric controls and these patterns were accompanied 
by expression variations of their target genes (Li et  al., 2013).

In Cucurbita pepo, we  have used intra-species/inter-cultivar 
grafting to study the effect of grafting on scion fruit quality 
and we performed methylation and miRNA studies to monitor 
the fruit phenotypic changes happening after grafting. 
We  concluded that Cucurbita grafting alters global DNA 
methylation patterns and expression of specific miRNAs, as 
evidenced by MSAP and qRT-PCR analyses (Xanthopoulou 
et  al., 2019). Li et  al. (2014) carried out reciprocal graftings 
of cucumber and pumpkin as well as homo-graftings. They 
sequenced RNA from leaves and root tips of the grafted plants 
and compared the expression of miRNAs in the hetero-grafts 
and the homo-grafts. They found that the expression of most 
of the miRNAs has changed in the hetero-grafted in comparison 
to the homo-grafted (Li et  al., 2014). However, the expression 
of miRNAs in grafted plants cannot be  considered separately 
from stresses. Different miRNA expression patterns in homo- 
and hetero-grafted cucumbers grafted onto pumpkin rootstocks 
were detected under salt stress showing that miRNA regulation 
might be  a result of salt stress adaptation (Li et  al., 2016). 
Whether miRNAs are the cause or the result of stress adaptations 
and whether there is a direct involvement of different rootstock 
and scion combinations into these effects are yet to 
be  determined.

Mobile epigenetic signals might have huge implications in 
species routinely grafted like pepper and cucumber. In other 
species of the Solanaceae family, sRNA movement was evidenced 
using transgenic N. benthamiana scions producing siRNAs grafted 
on potato rootstocks that either express green fluorescent protein 
(GFP) or not. SiRNAs were found to be able to transcriptionally 
silence GFP in potato lateral roots accompanied by 
hypermethylation of the target region (Kasai et al., 2016). Roots 
tissue culture produced regenerated shoots and micro-tubers 
that manifested TGS of GFP. High methylation levels in the 
endogenous granule-bound starch synthase I (GBSSI) gene target 

region were detected in two micro-tubers on the adventitious 
shoots formed from N. benthamiana transgenic scions grafted 
on WT potato rootstocks. The shoots produced by these micro-
tubers maintained the high methylation status and so did the 
second progeny tubers without any siRNA presence suggesting 
that the characteristic was stable inherited (Kasai et  al., 2016).

The connection between the already observed and documented 
phenotypic grafting effects and sRNAs-associated DNA 
methylation and how this could result in gene expression 
changes that in turn can lead to the phenotypic grafting effects 
is extremely interesting. It is also intriguing to think about 
the other classes of sRNAs that are considered mobile like 
the 21-nt miRNAs, directly linked to developmental changes, 
growth and stress responses in plants. In addition, canonical 
miRNAs of 20–22-nt have been shown to cause DNA methylation 
(Bao et  al., 2004) as well as longer non-canonical miRNAs 
(Wu et al., 2010). Mobile sRNAs that move through the phloem 
and grafting junctions, following the source to sink gradient, 
could lie behind heritable epigenetic changes recorded in the 
grafting partners, opening a new potential for the use of grafted 
plants in plant breeding. These epigenetic changes could possibly 
involve changes in DNA methylation as it was discussed above. 
However, the origin, movement, and involvement of these 
sRNAs in epigenetic changes need further exploration. Finally, 
to our best knowledge, until today, there has not been any 
study linking vegetable grafting and histone modifications, the 
third known epigenetic plant mechanism.

GRAFTING AND CHANGES IN GENE 
EXPRESSION

Since grafting changes a plants phenotype, gene expression 
and molecular mechanisms that are implicated in controlling 
gene expression are also thought to be  altered. Many questions 
regarding grafting and gene expression changes have been raised. 
Do gene expression alterations occur due to the grafting process 
per se, a process that causes significant wounding stress and 
entails rootstock/scion recognition and interaction? It is known 
that grafting triggers different mechanisms apart from wounding. 
When specific RNA-sequencing (RNAseq) was performed on 
grafted parts 0.5  mm above and below the graft junction and 
compared with cut, separated but not grafted scions and 
rootstocks, (Melnyk et  al., 2018) found specific genes, such as 
immune- and chitin-responsive but also vascular growth genes 
that are uniquely expressed during grafting. Cookson et  al. 
(2014) carried a similar work in grapes by grafting 1  m long 
stems of a grape cultivar scion onto two different cultivars-
rootstocks. Expression differences were identified between the 
hetero-grafted and the homo-grafted in genes related to oxidative 
stress, receptor kinases, JA signaling, cell walls, lignin biosynthesis, 
and pathogenesis related proteins. Other questions revolve 
around the influence of the rootstock on the scion and vice-
versa that makes the difference in gene expression. What is 
the effect of inter-species vs. intra-species grafting on gene 
expression; do taxonomically different species of diverse genera 
have a larger or smaller transcriptomic effect when grafted in 
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comparison to same genus grafting? Answers to these questions 
are not that simple, revealing the complexity of the issue.

Again, work in Arabidopsis proves indispensable for drawing 
valuable conclusions and paving the way for other species 
regarding grafting. Arabidopsis plants were homo-grafted into 
each other and microarrays analysis was used for detangling 
the expression of genes in the same organs of rootstock and 
scion, flower buds, and leaves that were left to grow after grafting 
on each of the grafting partners. It was found that grafting per 
se can cause different responses in the expression of scion and 
rootstock genes ranging from those controlling biotic and abiotic 
stress responses to transcription factors, flower development, 
and hormones pathways (Kumari et  al., 2015).

More studies evolving around reveal global, comprehensive, 
and often detailed transcriptome changes in hetero-grafted 
plants. Garcia-Lozano et al. (2020) investigated the transcriptomic 
changes in watermelon scions grafted on bottle gourd (Lagenaria 
spp.) and the reciprocal graftings along with their homo-grafted 
controls. Numerous genes related to different aspects of ripening 
and quality or even stress response, were found to be differentially 
expressed in tissues of both grafting combinations as compared 
to the homo-grafts. Furthermore, it was found that more than 
400 mobile mRNAs are present in both heterografts the majority 
of which move from rootstock to scion (Garcia-Lozano et  al., 
2020). In a previous study, watermelon scions grafted on bottle 
gourd had much less differentially expressed genes (DEGs) 
than watermelon grafted on squash in comparison to the 
homo-grafted watermelon to watermelon control. In addition, 
the identified DEGs were shown to belong to several different 
gene ontology (GO) categories ranging from metabolism to 
environmental responses, from those 49 genes encoding for 
pentatricopeptide repeat and WD40 proteins were induced only 
in the watermelon to squash grafting combination (Liu et  al., 
2016a). This indicates the effect of rootstock’s genotype on the 
scion’s transcriptomic profile. However, the fact that thousands 
of genes are induced in both inter-species grafting combinations 
in comparison to the homo-grafted controls also shows the 
effect of hetero-grafting. A similar study was performed in 
cucumber where analysis of the fruit mesocarp’s transcriptome 
was performed. It was found that when cucumber is grafted 
onto Cucurbita ficifolia and Cucurbita moschata hybrids, genes 
that affect fruit quality such as those participating in the 
production of sugar and aromatic compounds are differentially 
expressed between grafting combinations (Zhao et  al., 2018). 
The choice of rootstock can affect not only scion’s growth, 
yield, and tolerance to stresses but also efficiently affect genes 
that control quality. Yet, the effect of grafting per se is severely 
depicted by the differentially expressed genes associated with 
fruit quality and reported in grafted plants (Aslam et al., 2020).

The effect on quality is the reason for many grafting studies 
exploring possible rootstock or grafting effects on scions. 
We  have extensively studied the effect of grafting on fruit 
quality in pepper. Having observed and recorded inheritable 
phenotypic changes in scions’ fruits shape and having identified 
CaOvate gene as a possible fruit shape regulator in pepper 
(Tsaballa et  al., 2011) we  attempted to associate the inherited 
changes in fruit shape in pepper grafted progenies, retaining 

the change in fruit shape, to this particular gene. We  have 
recorded an increase in the expression of CaOvate gene in 
the ovaries of plant’s progenies retaining the fruit shape change 
recorded in grafting, in comparison to the two grafting partners. 
This might imply that grafting between cultivars of different 
fruit shape might have caused expression changes in CaOvate 
which are maintained in the progenies (Tsaballa et  al., 2013). 
A very recent report regarding grafting of tomato on potato 
is showing an important aspect previously observed only in 
trees. Potato rootstock induces only minor phenotypic changes 
onto tomato scions having small effect on DEGs in comparison 
to homo-grafted controls. Nevertheless, at the same time tomato 
scions have a major effect on potato rootstocks causing the 
differential expression of thousands of genes some of them 
involved in hormone signaling and hormone pathways (Zhang 
et  al., 2019). The effect of grafting onto the underground root 
protein profile was also evidenced in watermelon grafted on 
bottlegourd. Grafting was found to enhance the diversity of 
the proteins released by roots in comparison to non-grafted 
plants and most of these proteins are implicated in biotic and 
abiotic stress resistances (Song et  al., 2016).

The transcriptomic nature of rootstock-induced resistance 
has also been the subject of many studies in grafted plants 
exposed to stresses. This was shown in tomato where a popular 
cultivar was grafted on two different rootstocks, one cultivar 
susceptible to cold and a wild species (Solanum habrochaites) 
tolerant to cold. These graftings resulted in only a few hundreds 
of genes differentially expressed in the leaves of the scion 
when grafted on the sensitive rootstock in comparison to the 
tolerant one. Still thousands of genes are differentially expressed 
in the two rootstocks in grafted plants exposed to sub-optimal 
temperatures, mainly genes involved in defense mechanisms 
(Ntatsi et  al., 2017). This implies that often the acquired 
resistance to stresses in grafted plants is attributed to graft-
induced changes in the root system. Changes in the expression 
of genes in tomato scions can be recorded early in the grafting 
process. Wang et  al. (2019) showed that tomato heterografts 
and homografts have similar healing profiles and the examination 
of gene expression in tomato scions, 16  days after grafting, 
revealed many DEGs including those related to signaling and 
oxidative stress that were upregulated in the heterografted scions 
(Wang et  al., 2019).

However, grafting per se could be responsible for the acquired 
resistance to stresses. A study including transcriptomic analysis 
in tomato has proven that grafted plants can recover from 
potato virus Y (PVY) infection independently of whether a 
susceptible or a tolerant variety is used as rootstock or scion. 
It appears that in the case of the tolerant variety, its favorable 
tolerance to viral infection is augmented by grafting changing 
its transcriptome, while it can be  also effectively delivered to 
a susceptible scion (Spanò et al., 2020). It appears that tolerant 
varieties with their special coping mechanisms against viral 
infections can act cumulative and/or synergistically in grafting 
(Spanò et  al., 2017). Moreover, grafting itself can further 
influence scion characteristics. When sweet potato (Ipomoea 
batatas) was grafted on Japanese morning glory (Ipomoea nil) 
flowering was induced in the otherwise non-flowering sweet 
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potato. Transcriptomic analyses suggested that all genes in the 
grafted stems that participate in the anthocyanin biosynthesis 
pathway as well as genes involved in the induction of high 
ethylene levels in grafted flowers were induced in comparison 
to the non-grafted controls. Thus suggesting that grafting and 
its stress-induced conditions can significantly alter development 
characteristics in vegetables (Wei et  al., 2019).

CONCLUSION

Grafting interactions are complex. Emerging research studies 
show that grafting changes gene expression that impacts scion’s 
phenotype. It also suggested that often the interaction of 
genotypes has a significant impact on grafted plants performance. 
It seems that this specific interaction forms certain transcriptomic 
patterns on grafted plants that often lead to a total reprogramming 
of gene expression. However, the effect of grafting as a process 
on gene expression cannot be  neglected. What is essential for 
future studies on the exploration of molecular mechanisms 
that control grafting impact and interaction is that in every 
grafting experiment these aspects should be examined separately 
using the appropriate controls and careful examination of 
RNAseq data.

Through the advent of high throughput sequencing many 
reference genomes are now known and available for a variety of 
plant species. Using modern molecular techniques and the 
vast information available on bioinformatic databases, it is now 
possible to obtain a deeper understanding on the genomic 
interactions that take place during grafting. It is also possible 
more now than ever, to elucidate further the molecular aspects 
that facilitate grafting establishment, communication, and 

movement of genetic information inside grafted plants. Resolving 
compatibility issues could help the expansion in the use of 
grafting in more plant species contributing to sustainability 
and preservation of biodiversity. The plastic epigenome of 
grafted plants needs to be  further explored to comprehend 
the impact on the phenotype and performance of grafted plants 
and steer the technology toward utilizing it for its advantage. 
Epigenetic diversity could act as a new source of phenotypic 
variability, thus helping toward adapting to the environment 
that is being transformed (Gallusci et  al., 2017). Mapping of 
epigenetic marks on plant genomes and the identification of 
epigenetic targets could provide breeders with new means to 
increase and use epigenetic variability in their efforts for breeding 
new crop varieties (Varotto et  al., 2020). In the future, the 
deepening of our knowledge on plant grafting could lead us 
to take advantage of all the possibilities plant grafting is offering 
or even manipulate it in favor of agricultural production.

AUTHOR CONTRIBUTIONS

All authors listed have made a substantial, direct and intellectual 
contribution to the work, and approved it for publication.

FUNDING

We (PM and IN-O) would acknowledge this research has been 
co‐financed by the European Union and Greek national  
funds through the Operational Program Competitiveness, 
Entrepreneurship and  Innovation, under the call RESEARCH – 
CREATE – INNOVATE (project code: T1EDK-04448).

 

REFERENCES

Aloni, B., Karni, L., Deventurero, G., Levin, Z., Cohen, R., Katzir, N., et al. 
(2008). Possible mechanisms for graft incompatibility between melon scions 
and pumpkin rootstocks. Acta Hortic. 782, 313–324. doi: 10.17660/
ActaHortic.2008.782.39

Arao, T., Takeda, H., and Nishihara, E. (2008). Reduction of cadmium translocation 
from roots to shoots in eggplant (Solanum melongena) by grafting onto 
Solanum torvum rootstock. Soil Sci. Plant Nutr. 54, 555–559. doi: 10.1111/j.
1747-0765.2008.00269.x

Aslam, A., Zhao, S., Azam, M., Lu, X., He, N., Li, B., et al. (2020). Comparative 
analysis of primary metabolites and transcriptome changes between ungrafted 
and pumpkin-grafted watermelon during fruit development. PeerJ 8:e8259. 
doi: 10.7717/peerj.8259

Avramidou, E., Kapazoglou, A., Aravanopoulos, F. A., Xanthopoulou, A., 
Ganopoulos, I., Tsaballa, A., et al. (2015). Global DNA methylation changes 
in Cucurbitaceae inter-species grafting. Crop Breed. Appl. Biotechnol. 15, 
112–116. doi: 10.1590/1984-70332015v15n2n20

Bai, S., Kasai, A., Yamada, K., Li, T., and Harada, T. (2011). A mobile signal 
transported over a long distance induces systemic transcriptional gene 
silencing in a grafted partner. J. Exp. Bot. 62, 4561–4570. doi: 10.1093/jxb/
err163

Bao, N., Lye, K. -W., and Barton, M. K. (2004). MicroRNA binding sites in 
Arabidopsis class III HD-ZIP mRNAs are required for methylation of the 
template chromosome. Dev. Cell 7, 653–662. doi: 10.1016/j.devcel.2004.10.003

Bender, J. (2002). Plant epigenetics. Curr. Biol. 12, R412–R414. doi: 10.1016/
s0960-9822(02)00910-7

Bhatt, R. M., Upreti, K. K., Divya, M. H., Bhat, S., Pavithra, C. B., and 
Sadashiva, A. T. (2015). Interspecific grafting to enhance physiological 
resilience to flooding stress in tomato (Solanum lycopersicum L.). Sci. Hortic. 
182, 8–17. doi: 10.1016/j.scienta.2014.10.043

Bhogale, S., Mahajan, A. S., Natarajan, B., Rajabhoj, M., Thulasiram, H. V., and 
Banerjee, A. K. (2014). MicroRNA156: a potential graft-transmissible microRNA 
that modulates plant architecture and tuberization in Solanum tuberosum ssp. 
andigena. Plant Physiol. 164, 1011–1027. doi: 10.1104/pp.113.230714

Borges, F., and Martienssen, R. A. (2015). The expanding world of small RNAs 
in plants. Nat. Rev. Mol. Cell Biol. 16, 727–741. doi: 10.1038/nrm4085

Buhtz, A., Pieritz, J., Springer, F., and Kehr, J. (2010). Phloem small RNAs, 
nutrient stress responses, and systemic mobility. BMC Plant Biol. 10:64. 
doi: 10.1186/1471-2229-10-64

Cao, L., Yu, N., Li, J., Qi, Z., Wang, D., and Chen, L. (2016). Heritability and 
reversibility of DNA methylation induced by in  vitro grafting between 
Brassica juncea and B. oleracea. Sci. Rep. 6:27233. doi: 10.1038/srep27233

Chen, X. (2009). Small RNAs and their roles in plant development. Annu. 
Rev. Cell Dev. Biol. 25, 21–44. doi: 10.1146/annurev.cellbio.042308.113417

Chen, L. -P., Ge, Y. -M., and Zhu, X. -Y. (2006). Artificial synthesis of interspecific 
chimeras between tuber mustard (Brassica juncea) and cabbage (Brassica 
oleracea) and cytological analysis. Plant Cell Rep. 25, 907–913. doi: 10.1007/
s00299-006-0150-5

Colla, G., Rouphael, Y., Rea, E., and Cardarelli, M. (2012). Grafting cucumber 
plants enhance tolerance to sodium chloride and sulfate salinization. Sci. 
Hortic. 135, 177–185. doi: 10.1016/j.scienta.2011.11.023

Cookson, S. J., Clemente Moreno, M. J., Hevin, C., Nyamba Mendome, L. Z., 
Delrot, S., Magnin, N., et al. (2014). Heterografting with nonself rootstocks 

https://www.frontiersin.org/journals/plant-science
www.frontiersin.org
https://www.frontiersin.org/journals/plant-science#articles
https://doi.org/10.17660/ActaHortic.2008.782.39
https://doi.org/10.17660/ActaHortic.2008.782.39
https://doi.org/10.1111/j.1747-0765.2008.00269.x
https://doi.org/10.1111/j.1747-0765.2008.00269.x
https://doi.org/10.7717/peerj.8259
https://doi.org/10.1590/1984-70332015v15n2n20
https://doi.org/10.1093/jxb/err163
https://doi.org/10.1093/jxb/err163
https://doi.org/10.1016/j.devcel.2004.10.003
https://doi.org/10.1016/s0960-9822(02)00910-7
https://doi.org/10.1016/s0960-9822(02)00910-7
https://doi.org/10.1016/j.scienta.2014.10.043
https://doi.org/10.1104/pp.113.230714
https://doi.org/10.1038/nrm4085
https://doi.org/10.1186/1471-2229-10-64
https://doi.org/10.1038/srep27233
https://doi.org/10.1146/annurev.cellbio.042308.113417
https://doi.org/10.1007/s00299-006-0150-5
https://doi.org/10.1007/s00299-006-0150-5
https://doi.org/10.1016/j.scienta.2011.11.023


Tsaballa et al. Vegetable Grafting - Molecular Point of View

Frontiers in Plant Science | www.frontiersin.org 9 January 2021 | Volume 11 | Article 621999

induces genes involved in stress responses at the graft interface when compared 
with autografted controls. J. Exp. Bot. 65, 2473–2481. doi: 10.1093/jxb/eru145

Fuentes, I., Stegemann, S., Golczyk, H., Karcher, D., and Bock, R. (2014). 
Horizontal genome transfer as an asexual path to the formation of new 
species. Nature 511, 232–235. doi: 10.1038/nature13291

Gallusci, P., Dai, Z., Génard, M., Gauffretau, A., Leblanc-Fournier, N., 
Richard-Molard, C., et al. (2017). Epigenetics for plant improvement: current 
knowledge and modeling avenues. Trends Plant Sci. 22, 610–623. doi: 10.1016/j.
tplants.2017.04.009

Garcia-Lozano, M., Dutta, S. K., Natarajan, P., Tomason, Y. R., Lopez, C., 
Katam, R., et al. (2020). Transcriptome changes in reciprocal grafts involving 
watermelon and bottle gourd reveal molecular mechanisms involved in 
increase of the fruit size, rind toughness and soluble solids. Plant Mol. Biol. 
102, 213–223. doi: 10.1007/s11103-019-00942-7

Goldschmidt, E. E. (2014). Plant grafting: new mechanisms, evolutionary 
implications. Front. Plant Sci. 5:727. doi: 10.3389/fpls.2014.00727

Harada, T. (2010). Grafting and RNA transport via phloem tissue in horticultural 
plants. Sci. Hortic. 125, 545–550. doi: 10.1016/j.scienta.2010.05.013

Haroldsen, V. M., Szczerba, M. W., Aktas, H., Lopez, J., Odias, M. J., Chi-Ham, C. L., 
et al. (2012). Mobility of transgenic nucleic acids and proteins within grafted 
rootstocks for agricultural improvement. Front. Plant Sci. 3:39. doi: 10.3389/
fpls.2012.00039

He, X. -J., Chen, T., and Zhu, J. -K. (2011). Regulation and function of DNA 
methylation in plants and animals. Cell Res. 21, 442–465. doi: 10.1038/
cr.2011.23

He, Y., Zhu, Z., Yang, J., Ni, X., and Zhu, B. (2009). Grafting increases the 
salt tolerance of tomato by improvement of photosynthesis and enhancement 
of antioxidant enzymes activity. Environ. Exp. Bot. 66, 270–278. doi: 10.1016/j.
envexpbot.2009.02.007

Hirata, Y., and Yagishita, N. (1986). Graft-induced changes in soybean storage 
proteins. I. Appearance of the changes. Euphytica 35, 395–401. doi: 10.1007/
BF00021847

Huang, Y., Bie, Z. L., Liu, Z. X., Zhen, A., and Jiao, X. R. (2011). Improving 
cucumber photosynthetic capacity under NaCl stress by grafting onto two 
salt-tolerant pumpkin rootstocks. Biol. Plant. 55, 285–290. doi: 10.1007/
s10535-011-0040-8

Huang, Y., Jiao, Y., Nawaz, M. A., Chen, C., Liu, L., Lu, Z., et al. (2016). 
Improving magnesium uptake, photosynthesis and antioxidant enzyme activities 
of watermelon by grafting onto pumpkin rootstock under low magnesium. 
Plant Soil 409, 229–246. doi: 10.1007/s11104-016-2965-3

Jeffree, C. E., and Yeoman, M. M. (1983). Development of intercellular connections 
between opposing cells in a graft union. New Phytol. 93, 491–509. doi: 
10.1111/j.1469-8137.1983.tb02701.x

Kapazoglou, A., Ganopoulos, I., Tani, E., and Tsaftaris, A. (2018). “Epigenetics, 
epigenomics and crop improvement” in Advances in Botanical Research.  
Vol. 86. ed. M. Kuntz (Academic Press), 287–324.

Kasai, A., Bai, S., Hojo, H., and Harada, T. (2016). Epigenome editing of 
potato by grafting using transgenic tobacco as siRNA donor. PLoS One 
11:e0161729. doi: 10.1371/journal.pone.0161729

Kasai, A., Sano, T., and Harada, T. (2013). Scion on a stock producing siRNAs 
of potato spindle tuber viroid (PSTVd) attenuates accumulation of the viroid. 
PLoS One 8:e57736. doi: 10.1371/journal.pone.0057736

Kollmann, R., and Glockmann, C. (1985). Studies on graft unions. I. Plasmodesmata 
between cells of plants belonging to different unrelated taxa. Protoplasma 
124, 224–235. doi: 10.1007/BF01290774

Kubota, C., Meng, C., Son, Y. -J., Lewis, M., Spalholz, H., and Tronstad, R. 
(2017). Horticultural, systems-engineering and economic evaluations of short-
term plant storage techniques as a labor management tool for vegetable 
grafting nurseries. PLoS One 12:e0170614. doi: 10.1371/journal.pone.0170614

Kumari, A., Kumar, J., Kumar, A., Chaudhury, A., and Singh, S. P. (2015). 
Grafting triggers differential responses between scion and rootstock. PLoS 
One 10:e0124438. doi: 10.1371/journal.pone.0124438

Kurotani, K., Wakatake, T., Ichihashi, Y., Okayasu, K., Sawai, Y., Ogawa, S., 
et al. (2020). Host-parasite tissue adhesion by a secreted type of β-1, 
4-glucanase in the parasitic plant Phtheirospermum japonicum. Commun. 
Biol. 3:407. doi: 10.1038/s42003-020-01143-5

Lee, J. -M., Kubota, C., Tsao, S. J., Bie, Z., Echevarria, P. H., Morra, L., et al. 
(2010). Current status of vegetable grafting: diffusion, grafting techniques, 
automation. Sci. Hortic. 127, 93–105. doi: 10.1016/j.scienta.2010.08.003

Lewsey, M. G., Hardcastle, T. J., Melnyk, C. W., Molnar, A., Valli, A., Urich, M. A., 
et al. (2016). Mobile small RNAs regulate genome-wide DNA methylation. 
Proc. Natl. Acad. Sci. U. S. A. 113, E801–E810. doi: 10.1073/pnas.1515072113

Li, Y., Li, C., Bai, L., He, C., and Yu, X. (2016). MicroRNA and target gene 
responses to salt stress in grafted cucumber seedlings. Acta Physiol. Plant. 
38:42. doi: 10.1007/s11738-016-2070-5

Li, C., Li, Y., Bai, L., Zhang, T., He, C., Yan, Y., et al. (2014). Grafting-responsive 
miRNAs in cucumber and pumpkin seedlings identified by high-throughput 
sequencing at whole genome level. Physiol. Plant. 151, 406–422. doi: 10.1111/
ppl.12122

Li, J., Wang, Y., Zhang, L., Liu, B., Cao, L., Qi, Z., et al. (2013). Heritable 
variation and small RNAs in the progeny of chimeras of Brassica juncea 
and Brassica oleracea. J. Exp. Bot. 64, 4851–4862. doi: 10.1093/jxb/ert266

Lippman, Z., and Martienssen, R. (2004). The role of RNA interference in 
heterochromatic silencing. Nature 431, 364. doi: 10.1038/nature02875

Liu, Y. (2006). Historical and modern genetics of plant graft hybridization. 
Adv. Genet. 56, 101–129. doi: 10.1016/S0065-2660(06)56003-1

Liu, S., Li, H., Lv, X., Ahammed, G. J., Xia, X., Zhou, J., et al. (2016b). Grafting 
cucumber onto luffa improves drought tolerance by increasing ABA biosynthesis 
and sensitivity. Sci. Rep. 6:20212. doi: 10.1038/srep20212

Liu, N., Yang, J., Fu, X., Zhang, L., Tang, K., Guy, K. M., et al. (2016a). 
Genome-wide identification and comparative analysis of grafting-responsive 
mRNA in watermelon grafted onto bottle gourd and squash rootstocks by 
high-throughput sequencing. Mol. Gen. Genomics 291, 621–633. doi: 10.1007/
s00438-015-1132-5

Lough, T. J., and Lucas, W. J. (2006). Integrative plant biology: role of phloem 
long-distance macromolecular trafficking. Annu. Rev. Plant Biol. 57, 203–232. 
doi: 10.1146/annurev.arplant.56.032604.144145

Louws, F. J., Rivard, C. L., and Kubota, C. (2010). Grafting fruiting vegetables 
to manage soilborne pathogens, foliar pathogens, arthropods and weeds. 
Sci. Hortic. 127, 127–146. doi: 10.1016/j.scienta.2010.09.023

Martin, A., Adam, H., Díaz-Mendoza, M., Żurczak, M., González-Schain, N. D., 
and Suárez-López, P. (2009). Graft-transmissible induction of potato tuberization 
by the microRNA miR172. Development 136, 2873–2881. doi: 10.1242/dev.031658

Martínez-Andújar, C., Ruiz-Lozano, J. M., Dodd, I. C., Albacete, A., and 
Pérez-Alfocea, F. (2017). Hormonal and nutritional features in contrasting 
rootstock-mediated tomato growth under low-phosphorus nutrition. Front. 
Plant Sci. 8:533. doi: 10.3389/fpls.2017.00533

Melnyk, C. W. (2017). Plant grafting: insights into tissue regeneration. Regeneration 
4, 3–14. doi: 10.1002/reg2.71

Melnyk, C. W., Gabel, A., Hardcastle, T. J., Robinson, S., Miyashima, S., Grosse, I., 
et al. (2018). Transcriptome dynamics at Arabidopsis graft junctions reveal 
an intertissue recognition mechanism that activates vascular regeneration. 
Proc. Natl. Acad. Sci. U. S. A. 115, E2447–E2456. doi: 10.1073/pnas.1718263115

Melnyk, C. W., Molnar, A., Bassett, A., and Baulcombe, D. C. (2011). Mobile 
24 nt small RNAs direct transcriptional gene silencing in the root meristems 
of Arabidopsis thaliana. Curr. Biol. 21, 1678–1683. doi: 10.1016/j.cub.2011.08.065

Melnyk, C. W., Schuster, C., Leyser, O., and Meyerowitz, E. M. (2015). A 
developmental framework for graft formation and vascular reconnection in 
Arabidopsis thaliana. Curr. Biol. 25, 1306–1318. doi: 10.1016/j.cub.2015.03.032

Molnar, A., Melnyk, C. W., Bassett, A., Hardcastle, T. J., Dunn, R., and 
Baulcombe, D. C. (2010). Small silencing RNAs in plants are mobile and 
direct epigenetic modification in recipient cells. Science 328, 872–875. doi: 
10.1126/science.1187959

Molnar, A., Melnyk, C., and Baulcombe, D. C. (2011). Silencing signals in 
plants: a long journey for small RNAs. Genome Biol. 12:215. doi: 10.1186/
gb-2010-11-12-219

Nakamura, S., Hondo, K., Kawara, T., Okazaki, Y., Saito, K., Kobayashi, K., 
et al. (2015). Conferring high-temperature tolerance to nontransgenic tomato 
scions using graft transmission of RNA silencing of the fatty acid desaturase 
gene. Plant Biotechnol. J. 14, 783–790. doi: 10.1111/pbi.12429

Nanda, A. K., and Melnyk, C. W. (2018). The role of plant hormones during 
grafting. J. Plant Res. 131, 49–58. doi: 10.1007/s10265-017-0994-5

Notaguchi, M., Kurotani, K., Sato, Y., Tabata, R., Kawakatsu, Y., Okayasu, K., 
et al. (2020). Cell-cell adhesion in plant grafting is facilitated by β-1,4-
glucanases. Science 369, 698–702. doi: 10.1126/science.abc3710

Ntatsi, G., Savvas, D., Papasotiropoulos, V., Katsileros, A., Zrenner, R. M., 
Hincha, D. K., et al. (2017). Rootstock sub-optimal temperature tolerance 
determines transcriptomic responses after long-term root cooling in rootstocks 

https://www.frontiersin.org/journals/plant-science
www.frontiersin.org
https://www.frontiersin.org/journals/plant-science#articles
https://doi.org/10.1093/jxb/eru145
https://doi.org/10.1038/nature13291
https://doi.org/10.1016/j.tplants.2017.04.009
https://doi.org/10.1016/j.tplants.2017.04.009
https://doi.org/10.1007/s11103-019-00942-7
https://doi.org/10.3389/fpls.2014.00727
https://doi.org/10.1016/j.scienta.2010.05.013
https://doi.org/10.3389/fpls.2012.00039
https://doi.org/10.3389/fpls.2012.00039
https://doi.org/10.1038/cr.2011.23
https://doi.org/10.1038/cr.2011.23
https://doi.org/10.1016/j.envexpbot.2009.02.007
https://doi.org/10.1016/j.envexpbot.2009.02.007
https://doi.org/10.1007/BF00021847
https://doi.org/10.1007/BF00021847
https://doi.org/10.1007/s10535-011-0040-8
https://doi.org/10.1007/s10535-011-0040-8
https://doi.org/10.1007/s11104-016-2965-3
https://doi.org/10.1111/j.1469-8137.1983.tb02701.x
https://doi.org/10.1371/journal.pone.0161729
https://doi.org/10.1371/journal.pone.0057736
https://doi.org/10.1007/BF01290774
https://doi.org/10.1371/journal.pone.0170614
https://doi.org/10.1371/journal.pone.0124438
https://doi.org/10.1038/s42003-020-01143-5
https://doi.org/10.1016/j.scienta.2010.08.003
https://doi.org/10.1073/pnas.1515072113
https://doi.org/10.1007/s11738-016-2070-5
https://doi.org/10.1111/ppl.12122
https://doi.org/10.1111/ppl.12122
https://doi.org/10.1093/jxb/ert266
https://doi.org/10.1038/nature02875
https://doi.org/10.1016/S0065-2660(06)56003-1
https://doi.org/10.1038/srep20212
https://doi.org/10.1007/s00438-015-1132-5
https://doi.org/10.1007/s00438-015-1132-5
https://doi.org/10.1146/annurev.arplant.56.032604.144145
https://doi.org/10.1016/j.scienta.2010.09.023
https://doi.org/10.1242/dev.031658
https://doi.org/10.3389/fpls.2017.00533
https://doi.org/10.1002/reg2.71
https://doi.org/10.1073/pnas.1718263115
https://doi.org/10.1016/j.cub.2011.08.065
https://doi.org/10.1016/j.cub.2015.03.032
https://doi.org/10.1126/science.1187959
https://doi.org/10.1186/gb-2010-11-12-219
https://doi.org/10.1186/gb-2010-11-12-219
https://doi.org/10.1111/pbi.12429
https://doi.org/10.1007/s10265-017-0994-5
https://doi.org/10.1126/science.abc3710


Tsaballa et al. Vegetable Grafting - Molecular Point of View

Frontiers in Plant Science | www.frontiersin.org 10 January 2021 | Volume 11 | Article 621999

and scions of grafted tomato plants. Front. Plant Sci. 8:911. doi: 10.3389/
fpls.2017.00911

Ohta, Y. (1991). Graft-transformation, the mechanism for graft-induced genetic 
changes in higher plants. Euphytica 55, 91–99. doi: 10.1007/BF00022565

Pant, B. D., Buhtz, A., Kehr, J., and Scheible, W. (2008). MicroRNA399 is a 
long-distance signal for the regulation of plant phosphate homeostasis. Plant 
J. 53, 731–738. doi: 10.1111/j.1365-313X.2007.03363.x

Rivero, R. M., Ruiz, J. M., and Romero, L. (2003). Can grafting in tomato 
plants strengthen resistance to thermal stress? J. Sci. Food Agric. 83,  
1315–1319. doi: 10.1002/jsfa.1541

Rouphael, Y., Cardarelli, M., Colla, G., and Rea, E. (2008). Yield, mineral 
composition, water relations, and water use efficiency of grafted mini-
watermelon plants under deficit irrigation. HortScience 43, 730–736. doi: 
10.21273/HORTSCI.43.3.730

Sánchez-Rodríguez, E., Leyva, R., Constán-Aguilar, C., Romero, L., and Ruiz, J. M. 
(2012). Grafting under water stress in tomato cherry: improving the fruit yield 
and quality. Ann. Appl. Biol. 161, 302–312. doi: 10.1111/j.1744-7348.2012.00574.x

Song, Y., Ling, N., Ma, J., Wang, J., Zhu, C., Raza, W., et al. (2016). Grafting 
resulted in a distinct proteomic profile of watermelon root exudates relative 
to the un-grafted watermelon and the rootstock plant. J. Plant Growth Regul. 
35, 778–791. doi: 10.1007/s00344-016-9582-5

Spanò, R., Ferrara, M., Montemurro, C., Mulè, G., Gallitelli, D., and Mascia, T. 
(2020). Grafting alters tomato transcriptome and enhances tolerance to an 
airborne virus infection. Sci. Rep. 10:2538. doi: 10.1038/s41598-020-59421-5

Spanò, R., Gallitelli, D., and Mascia, T. (2017). Grafting to manage infections 
of top stunting and necrogenic strains of cucumber mosaic virus in tomato. 
Ann. Appl. Biol. 171, 393–404. doi: 10.1111/aab.12382

Spanò, R., Mascia, T., Kormelink, R., and Gallitelli, D. (2015). Grafting on a 
non-transgenic tolerant tomato variety confers resistance to the infection 
of a Sw5-breaking strain of tomato spotted wilt virus via RNA silencing. 
PLoS One 10:e0141319 doi: 10.1371/journal.pone.0141319.t001

Spiegelman, Z., Golan, G., and Wolf, S. (2013). Don’t kill the messenger: long-
distance trafficking of mRNA molecules. Plant Sci. 213, 1–8. doi: 10.1016/j.
plantsci.2013.08.011

Stegemann, S., and Bock, R. (2009). Exchange of genetic material between 
cells in plant tissue grafts. Science 324, 649–651. doi: 10.1126/science.1170397

Stegemann, S., Keuthe, M., Greiner, S., and Bock, R. (2012). Horizontal transfer 
of chloroplast genomes between plant species. Proc. Natl. Acad. Sci. U. S. 
A. 109, 2434–2438. doi: 10.1073/pnas.1114076109

Taller, J., Hirata, Y., Yagishita, N., Kita, M., and Ogata, S. (1998). Graft-induced 
genetic changes and the inheritance of several characteristics in pepper (Capsicum 
annuum L.). Theor. Appl. Genet. 97, 705–713. doi: 10.1007/s001220050946

Taller, J., Yagishita, N., and Hirata, Y. (1999). Graft-induced variants as a source 
of novel characteristics in the breeding of pepper (Capsicum annuum L.). 
Euphytica 108, 73–78. doi: 10.1023/A:1003681913996

Tsaballa, A., Athanasiadis, C., Pasentsis, K., Ganopoulos, I., Nianiou-Obeidat, I., 
and Tsaftaris, A. (2013). Molecular studies of inheritable grafting induced 
changes in pepper (Capsicum annuum) fruit shape. Sci. Hortic. 149, 2–8. 
doi: 10.1016/j.scienta.2012.06.018

Tsaballa, A., Pasentsis, K., Darzentas, N., and Tsaftaris, A. S. (2011). Multiple 
evidence for the role of an ovate-like gene in determining fruit shape in 
pepper. BMC Plant Biol. 11:46. doi: 10.1186/1471-2229-11-46

Turnbull, C. G., and Lopez-Cobollo, R. M. (2013). Heavy traffic in the fast 
lane: long-distance signalling by macromolecules. New Phytol. 198, 33–51. 
doi: 10.1111/nph.12167

Varotto, S., Tani, E., Abraham, E., Krugman, T., Kapazoglou, A., Melzer, R., 
et al. (2020). Epigenetics: possible applications in climate-smart crop breeding. 
J. Exp. Bot. 71, 5223–5236. doi: 10.1093/jxb/eraa188

Venema, J. H., Dijk, B. E., Bax, J. M., van Hasselt, P. R., and Elzenga, J. T. M. 
(2008). Grafting tomato (Solanum lycopersicum) onto the rootstock of a high-
altitude accession of Solanum habrochaites improves suboptimal-temperature 
tolerance. Environ. Exp. Bot. 63, 359–367. doi: 10.1016/j.envexpbot.2007.12.015

Wang, H., Zhou, P., Zhu, W., and Wang, F. (2019). De novo comparative 
transcriptome analysis of genes differentially expressed in the scion of 
homografted and heterografted tomato seedlings. Sci. Rep. 9:20240. doi: 
10.1038/s41598-019-56563-z

Wei, C., Li, M., Qin, J., Xu, Y., Zhang, Y., and Wang, H. (2019). Transcriptome 
analysis reveals the effects of grafting on sweetpotato scions during the full 
blooming stages. Genes Genomics 41, 895–907. doi: 10.1007/s13258-019-00823-9

Wu, R., Wang, X., Lin, Y., Ma, Y., Liu, G., Yu, X., et al. (2013). Inter-species 
grafting caused extensive and heritable alterations of DNA methylation in 
solanaceae plants. PLoS One 8:e61995. doi: 10.1371/journal.pone.0061995

Wu, L., Zhou, H., Zhang, Q., Zhang, J., Ni, F., Liu, C., et al. (2010). DNA 
methylation mediated by a microRNA pathway. Mol. Cell 38, 465–475. doi: 
10.1016/j.molcel.2010.03.008

Wulf, K. E., Reid, J. B., and Foo, E. (2020). What drives interspecies graft 
union success? Exploring the role of phylogenetic relatedness and stem 
anatomy. Physiol. Plant. 170, 132–147. doi: 10.1111/ppl.13118

Xanthopoulou, A., Tsaballa, A., Ganopoulos, I., Kapazoglou, A., Avramidou, E., 
Aravanopoulos, F. A., et al. (2019). Ιntra-species grafting induces epigenetic 
and metabolic changes accompanied by alterations in fruit size and shape 
of Cucurbita pepo L. Plant Growth Regul. 87, 93–108. doi: 10.1007/
s10725-018-0456-7

Xie, M., and Yu, B. (2015). siRNA-directed DNA methylation in plants. Curr. 
Genomics 16, 23–31. doi: 10.2174/1389202915666141128002211

Yagishita, N., and Hirata, Y. (1986). Genetic nature of bushy plant type in the 
variant strain induced by grafting in Capsicum annuum L. Euphytica 35, 
17–23. doi: 10.1007/BF00028536

Yagishita, N., and Hirata, Y. (1987). Graft-induced change in fruit shape in 
Capsicum annuum LI genetic analysis by crossing. Euphytica 36, 809–814. 
doi: 10.1007/BF00051864

Yagishita, N., Hirata, Y., Mizukami, H., Ohashi, H., and Yamashita, K. (1990). 
Genetic nature of low capsaicin content in the variant strains induced by 
grafting in Capsicum annuum L. Euphytica 46, 249–252. doi: 10.1007/
BF00027224

Yetisir, H., Caliskan, M. E., Soylu, S., and Sakar, M. (2006). Some physiological 
and growth responses of watermelon [Citrullus lanatus (Thunb.) Matsum. 
and Nakai] grafted onto Lagenaria siceraria to flooding. Environ. Exp. Bot. 
58, 1–8. doi: 10.1016/j.envexpbot.2005.06.010

Yin, H., Yan, B., Sun, J., Jia, P., Zhang, Z., Yan, X., et al. (2012). Graft-union 
development: a delicate process that involves cell–cell communication between 
scion and stock for local auxin accumulation. J. Exp. Bot. 63, 4219–4232. 
doi: 10.1093/jxb/ers109

Yu, C., Dong, W., Zhan, Y., Huang, Z. -A., Li, Z., Kim, I. S., et al. (2017). 
Genome-wide identification and expression analysis of ClLAX, ClPIN and 
ClABCB genes families in Citrullus lanatus under various abiotic stresses 
and grafting. BMC Genet. 18:33. doi: 10.1186/s12863-017-0500-z

Zhang, Z., Liu, Y., Cao, B., Chen, Z., and Xu, K. (2020). The effectiveness of 
grafting to improve drought tolerance in tomato. Plant Growth Regul. 91, 
157–167. doi: 10.1007/s10725-020-00596-2

Zhang, G., Mao, Z., Wang, Q., Song, J., Nie, X., Wang, T., et al. (2019). 
Comprehensive transcriptome profiling and phenotyping of rootstock and 
scion in a tomato/potato heterografting system. Physiol. Plant. 166, 833–847. 
doi: 10.1111/ppl.12858

Zhang, L., Meng, X., Liu, N., Yang, J., and Zhang, M. (2012). Effects of grafting 
on phosphorus uptake and utilization of watermelon at early stage under 
low phosphorus stress. J. Fruit Sci. 29, 120–124. doi: 10.13925/j.cnki.
gsxb.2012.01.024

Zhao, L., Liu, A., Song, T., Jin, Y., Xu, X., Gao, Y., et al. (2018). Transcriptome 
analysis reveals the effects of grafting on sugar and α-linolenic acid metabolisms 
in fruits of cucumber with two different rootstocks. Plant Physiol. Biochem. 
130, 289–302. doi: 10.1016/j.plaphy.2018.07.008

Zhou, Y., Huang, L., Zhang, Y., Shi, K., Yu, J., and Nogués, S. (2007). Chill-
induced decrease in capacity of RuBP carboxylation and associated H2O2 
accumulation in cucumber leaves are alleviated by grafting onto figleaf gourd. 
Ann. Bot. 100, 839–848. doi: 10.1093/aob/mcm181

Conflict of Interest: The authors declare that the research was conducted in 
the absence of any commercial or financial relationships that could be  construed 
as a potential conflict of interest.

Copyright © 2021 Tsaballa, Xanthopoulou, Madesis, Tsaftaris and Nianiou-Obeidat. 
This is an open-access article distributed under the terms of the Creative Commons 
Attribution License (CC BY). The use, distribution or reproduction in other forums 
is permitted, provided the original author(s) and the copyright owner(s) are credited 
and that the original publication in this journal is cited, in accordance with accepted 
academic practice. No use, distribution or reproduction is permitted which does 
not comply with these terms.

https://www.frontiersin.org/journals/plant-science
www.frontiersin.org
https://www.frontiersin.org/journals/plant-science#articles
https://doi.org/10.3389/fpls.2017.00911
https://doi.org/10.3389/fpls.2017.00911
https://doi.org/10.1007/BF00022565
https://doi.org/10.1111/j.1365-313X.2007.03363.x
https://doi.org/10.1002/jsfa.1541
https://doi.org/10.21273/HORTSCI.43.3.730
https://doi.org/10.1111/j.1744-7348.2012.00574.x
https://doi.org/10.1007/s00344-016-9582-5
https://doi.org/10.1038/s41598-020-59421-5
https://doi.org/10.1111/aab.12382
https://doi.org/10.1371/journal.pone.0141319.t001
https://doi.org/10.1016/j.plantsci.2013.08.011
https://doi.org/10.1016/j.plantsci.2013.08.011
https://doi.org/10.1126/science.1170397
https://doi.org/10.1073/pnas.1114076109
https://doi.org/10.1007/s001220050946
https://doi.org/10.1023/A:1003681913996
https://doi.org/10.1016/j.scienta.2012.06.018
https://doi.org/10.1186/1471-2229-11-46
https://doi.org/10.1111/nph.12167
https://doi.org/10.1093/jxb/eraa188
https://doi.org/10.1016/j.envexpbot.2007.12.015
https://doi.org/10.1038/s41598-019-56563-z
https://doi.org/10.1007/s13258-019-00823-9
https://doi.org/10.1371/journal.pone.0061995
https://doi.org/10.1016/j.molcel.2010.03.008
https://doi.org/10.1111/ppl.13118
https://doi.org/10.1007/s10725-018-0456-7
https://doi.org/10.1007/s10725-018-0456-7
https://doi.org/10.2174/1389202915666141128002211
https://doi.org/10.1007/BF00028536
https://doi.org/10.1007/BF00051864
https://doi.org/10.1007/BF00027224
https://doi.org/10.1007/BF00027224
https://doi.org/10.1016/j.envexpbot.2005.06.010
https://doi.org/10.1093/jxb/ers109
https://doi.org/10.1186/s12863-017-0500-z
https://doi.org/10.1007/s10725-020-00596-2
https://doi.org/10.1111/ppl.12858
https://doi.org/10.13925/j.cnki.gsxb.2012.01.024
https://doi.org/10.13925/j.cnki.gsxb.2012.01.024
https://doi.org/10.1016/j.plaphy.2018.07.008
https://doi.org/10.1093/aob/mcm181
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/

	Vegetable Grafting From a Molecular Point of View: The Involvement of Epigenetics in Rootstock-Scion Interactions
	Introduction
	Grafting Technics and Long-Distance Signaling
	Trafficking of Genetic Information Exchange Between the Rootstock and the Scion
	Grafting and RNA Transport
	Grafting and Epigenetics Mechanisms
	Grafting and Changes in Gene Expression
	Conclusion
	Author Contributions

	References

